by the fact that structural damage might precede albumin excretion. This necessitates identifying better biomarkers that diagnose or predict diabetic nephropathy. This is a cross-sectional hospital based study recruiting type 2 diabetic patients cohort aged 35-75 years with diabetes duration of ≥10 years. Out of total eligible 467 patients, 200 patients were with normal albumin excretion, 184 patients with microalbuminuria and 83 patients with macroalbuminuria. All the patients were tested for the 22 selected biomarkers including serum, plasma and urinary markers. Sensitivity, specificity, and area under the curve (AUC) were calculated as measures of diagnostic accuracy. Out of the tested biomarkers, urinary transferrin, urinary Retinol binding protein (RBP) and serum osteopontin had the best diagnostic value for diabetic nephropathy presence based on the AUC value. The rest of the biomarkers had comparatively less or even no discriminative power. The urinary transferrin and RBP and serum osteopontin, had the best diagnostic value in type 2 diabetic patients at different stages of diabetic nephropathy. Further longitudinal prospective studies are needed to evaluate the predictive power of those markers for detecting diabetic nephropathy before any structural damage occurs.
Diabetic nephropathy is the most common cause of end stage renal disease (ESRD) that is associated with high rates of morbidity and mortality 1 . It is of utmost importance to emphasize the early identification and treatment of this chronic complication which would reduce the medical and economic burden associated with it 2 . Although microalbuminuria is a widely used indicator for diabetic nephropathy, its diagnostic accuracy is limited by the fact that structural damage might precede albumin excretion 3 . Studies have also confirmed that microalbuminuria is not specific for the presence of diabetic nephropathy alone as non-diabetic patients with progressive chronic kidney disease may also develop microalbuminuria 4 . On the contrary, diabetic patients with microalbuminuria may also not progress to ESRD. Therefore, sensitive and specific biomarkers that can predict patient's susceptibility to diabetic nephropathy are needed 5 . Recently, there have been intensive research showing that different serum or urinary biomarkers have variable diagnostic accuracies in predicting glomerular or tubular kidney injury 6 . Most of the studies used one biomarker or focused on just one stage of diabetic nephropathy when assessing the diagnostic value to predict pathological changes that occur during the course of diabetic nephropathy 7, 8 . Therefore, studies assessing different biomarkers and their relation with different stages of diabetic nephropathy at molecular level may open a door for better understanding the disease leading to screening and prevention of this common chronic complication.
For the identification of novel diagnostic biomarkers that can be used to screen for diabetic nephropathy, literature review was conducted during the period from 1998 to 2014 to produce a list of serum/plasma and urinary biomarkers that were found to have a significant diagnostic value in diabetic nephropathy screening. A total of 18 serum and one plasma biomarker in addition to three urinary biomarkers were selected as shown in appendix 1. Therefore, the objective of the current study was to assess the diagnostic value of these biomarkers among type 2 diabetic patients at different stages of diabetic kidney disease (DKD) in a community facing diabetes epidemic.
Results
Patients' characteristics. In this study, patients with diabetic nephropathy were significantly older with longer duration of diabetes than non-nephropathic patients, although the two groups were well matched in their height, weight, waist-hip circumference and waist hip ratio. There was no significant difference found between the two groups with respect to the percentage of males, family history of diabetes or renal disease. The presence of diabetic complications including; vasculopathy, retinopathy and other associated diseases including; hypertension and hyperlipidemia, was significantly more prevalent among nephropathic patients and especially among patients with marcoalbuminuria, as shown in Table 1 .
Distribution of biomarkers' values according to ACR.
The effect of different stages of diabetic nephropathy on the values of each biomarker was represented by box plots, as shown in Fig. 1a ,b and c. The median value of 12 biomarkers, namely: urinary transferrin, serum osteopontin, urinary RBP, serum interleukin-18, serum cystatin C, serum resistin, plasma YKL-40, serum TNF-α, serum interleukin 6, serum VCAM-1, adiponectin and urinary NGAL had significantly increased in patients with microalbuminuria and marcoalbuminuria, except for plasma YKL-40, serum VCAM-1, and serum adiponectin among patients with microalbuminuria. Serum fetuin-A, PAI-1, P-selectin, and L-selectin had significantly decreased median values with diabetic nephropathy progression, while the median values of the remaining biomarkers did not significantly increase or decrease with nephropathy progression.
Clinical and metabolic effect on biomarkers' values. All the 22 biomarkers did not have any significant correlation with age or diabetes duration as shown in appendix 2. However, all biomarkers showed a significant positive correlation with ACR, except for serum E-selectin, CRP, and ICAM-1 which had a positive but non-significant correlation or MCP-1, P-selectin, L-selectin, PAI-1 and fetuin-A that had significant negative correlation with ACR. On the contrary, all the studied biomarkers had significant negative correlation with eGFR, except for some biomarkers, as shown in Table 2 . Table 1 . Baseline characteristics of the studied subjects according to their diabetic nephropathy stages. ACR: Albumin creatinine ratio; BMI: body mass index; DM: diabetes mellitus; DBP: diastolic blood pressure; eGFR: estimated glumerular filtration rate; SBP: systolic blood pressure; W/H ratio: waist to hip ratio. P value was calculated in reference to the patients without diabetic nephropathy.
Urinary transferrin, serum osteopontin, interleukin 18, TNF-α, VCAM-1, urinary NGAL, serum E-selectin, CRP, ICAM-1, and P-selectin had significant positive correlation with increasing value HOMA-IR, while adiponectin and fetuin-A had significantly inverse correlation. All markers that were correlating with increasing value of HOMA-IR were positively significantly correlated with increasing value of HbA1c, except for P-selectin that was non-significantly correlated and YKL-40 and interleukin -6 that were significantly and positively correlated with HbA1c but not with HOMA-IR. Cystatin C, adiponectin, P-selectin and PAI-1 were significantly correlated with Fasting blood glucose but not with HbA1c, as shown in Table 3 .
Urinary transferrin, osteopontin, interleukin-18, YKL-40, TNF-α and E-selectin had shown significantly increased values with higher level of triglyceride, while adiponectin had a significantly decreased value.
All the biomarkers were positively correlated with systolic blood pressure, either significantly or non-significantly, except for adiponectin, interleukin-1α, MCP-1, P-selectin, L-selectin, and PAI-1, that were non-significantly inversely correlated and fetuin-A that was significantly inversely correlated with systolic blood pressure, as shown in Table 3 .
When looking at the patients' body weights, urinary RBP, serum interleukin-18 and IL-6, VCAM-1, E-selectin, CRP, leptin, P-selectin and L-selectin, all had significant positive correlation, while the rest of the biomarkers were all non-significantly correlated with body weight either positively or negatively as shown in Table 2 .
Biomarkers sensitivity and specificity. Sensitivity, specificity and AUC were calculated to assess the significance of diagnostic value for each marker in the two diabetic nephropathy stages classified according to the ACR values, which had sensitivity, specificity and AUC of almost 1 in both groups when compared with patients with normal albumin excretion.
The studied biomarkers were arranged in descending order according to the AUC values only among the macroalbuminuria patients and were clustered into five groups as follows;
Biomarkers with excellent diagnostic accuracy (AUC 1.0-0.9). These biomarkers included urinary transferrin and RBP in addition to serum osteopontin. However their diagnostic accuracy was lower among patients with microalbuminuria, wherein it ranged from only sufficient for RBP to very good for transferrin. Biomarkers with very good diagnostic accuracy (AUC 0.9-0.8). This group included only two biomarkers namely: interleukin-18 and cystatin C, but when looking at their diagnostic accuracy among microalbuminuria patients, it was found to be good for interleukin-18 and sufficient for cystatin-C.
Biomarkers with good diagnostic accuracy (AUC 0.8-0.7). Five biomarkers, namely; resistin, urinary NGAL, plasma YKL-4-, TNF-α and interleukin-6 were found to have good diagnostic accuracy among patients with microalbuminuria. All had sufficient diagnostic value among patients with microalbuminuria except for plasma YKL-40 which was found to be not useful.
Biomarkers with sufficient diagnostic accuracy (AUC 0.7-0.6). These biomarkers include VCAM-1, adiponectin and interleukin1-α, although they had no diagnostic value among patients with microalbuminuria.
Biomarkers with no diagnostic value (AUC < 0.6). These include: E-selectin, CRP, ICAM-1, leptin, MCP-1, P-selectin, L-selectin, PAI-1 and fetuin-A. None of these had any diagnostic value in microalbuminuria and macroalbumiuria patients.
Discussion
Albuminuria or ACR has been considered for the last three decades as the golden standard diagnostic and prognostic biomarker for diabetic nephropathy onset and progression 9 . However, albuminuria lacks specificity for diagnosing disease progression when the urinary albumin excretion is <300 mg/24 h and also lacks sensitivity since diabetic nephropathy can frequently progress without an increase in albumin excretion. Therefore, it does not serve as an accurate surrogate endpoint for the progression of diabetic kidney disease.
The current study showed that all the 22 studied biomarkers had different levels of diagnostic accuracy ranging from excellent to very good to good according to AUC sensitivity and specificity values. All the biomarkers evaluated in this study were either markers of renal injury including markers of glomerular or tubular damage or markers of inflammation including pro-inflammatory cytokines, adhesion molecules, adipokines and Chemokines 10, 11 .
Biomarkers of glomerular damage. Urinary transferrin has shown a gradual significant increase with diabetic nephropathy progression and had significant correlation positively with ACR, while negatively with eGFR. This positive correlation with ACR has also been observed in a cohort of Japanese type 2 diabetic patients as reported by Kazumi et al. 12 . In another study that was conducted earlier, increased urinary transferrin excretion was observed in 95% of patients with microalbuminuria and 100% of patients with macroalbuminuria 13 . These findings support the theory that transferrin is a sensitive and specific marker for the diagnosis of diabetic nephropathy. With respect to the diagnostic profile, transferrin/creatinine ratio had similar diagnostic accuracy of ACR for cases of macroalbuminuria, while it was close to ACR value in cases with microalbuminuria. Being a urinary marker, transferrin/creatinine ratio assessment is more practical and convenient. However, it could also reflect renal damages that are not related to diabetes i.e. primary glomerulonephritis 14 . Table 2 . Correlation coefficient (r) between the 22 nephrobiomarkers and the studied patients' parameters.
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marker was found to be increased with the presence of insulin resistance, poor glycemic control and elevated triglycerides, in addition to increased SBP. The correlation between urinary excretion and these clinical markers has been tested by Cheung et al., where the correlations were not significant except with SBP 13 . Additionally, urinary transferrin excretion has been found by Chelliah et al., in non-diabetic populations to be increased with hypertension 15 . Therefore, these factors, especially SBP should be taken in consideration when using this marker to screen for diabetic nephropathy.
Biomarkers of Tubular damage. The pathophysiology of albuminuria and tubulointerstitial damage are considered to be intertwined, where on one hand the re-absorption of increased amount of protein from the tubular lumen, induces the pro-inflammatory and the profibrotic responses in tubular cells while on the other hand, the damage of the proximal renal tubules alone can lead to albumin leak and consequently albuminuria 13 . RBP is a low-molecular weight protein that is filtered by the glomeruli and then reabsorbed and catalyzed by the proximal tubules 16 and has shown very good diagnostic value in patients with macroalbuminuria, but to a lesser degree in subjects known to have microalbuminuria in the current study. There is an increased urinary excretion of RBP with the progression of diabetic nephropathy as observed in our study which was not affected by the metabolic status of the patients i.e., presence of hypertension or elevated lipid profile and is different from other studies that had shown significant increase in RBP level in patients with history of systolic hypertension.
Urinary NGAL, in this study, had a good diagnostic accuracy for marcoalbuminuria cases while sufficient diagnostic accuracy for microalbuminuria, although it has been reported to have better diagnostic profile for acute kidney injury among different populations 17 . In the current study, urinary NGAL was significantly increasing in parallel with the deterioration of the disease and its urinary excretion had a statistically significant positive correlation with ACR. This finding was similar to what has been observed among a small cohort of Italian type 2 diabetic patients 15 and Chinese patients 18 . The current study showed a significant correlation between the urinary level of NGAL with insulin resistance, poor glycemic control and the presence of high SBP which is similar to what had been reported earlier in other ethnicities 19 . Cystatin C is freely filtered by the renal glomeruli and metabolized by the proximal tubule, and could be detectable even before the appearance of microalbuminuria and the rise in serum creatinine 20 . Therefore cystatin C could be considered as a good candidate for the early detection of renal dysfunction in type 2 diabetic patients with normoalbuminuria. In this study, serum cystatin C has shown very good diagnostic profile for cases with Table 3 . Sensitivity, specificity and AUC for the 22 markers in detecting cases with microalbuminuria or macroalbuminuria. All biomarkers were analyzed using blood serum, except for 2 YKL-40 which was plasma in origin and 1 transferrin, 1 RBP, and 1 NGAL which were urine samples presented as markers to creatinine ratio. PPV: positive predictive value; NPV: negative predictive value. Area under the curve was classified according to the following: excellent (1.0-0.9); very good (0.9-0.8); good (0.8-0.7); sufficient (0.7-0.6) and bad or not useful (<0.6). marcoalbuminuria, while the value was only sufficient for cases with microalbuminuria. There are few studies that have assessed the correlation of cystatin C with clinical markers, although Heba et al., had demonstrated the increase of this biomarker with high SBP which is also similar to our findings 21 .
Inflammatory markers.
Although diabetic nephropathy is traditionally considered a nonimmune disease, there is an overwhelming evidence which indicates that immunologic and inflammatory mechanisms play a significant role in its development and progression. Individuals who progress to DN appear to display features of low grade inflammation for years before clinically detectable disease 22 . The current study investigated the diagnostic profile of pro-inflammatory cytokines including; osteopontin, IL-1α, IL 6, IL18, TNF-α and CRP. In this study, the most important cytokine that were found to have significant diagnostic value were serum osteopontin 23 and IL-18, which had shown an excellent diagnostic value for patients with macroalbuminuria and good diagnostic value for patients with microalbuminuria. These findings were consistent with what had been earlier reported among both type 1 and type 2 diabetic patients for osteopontin and in the study among Japanese type 2 diabetic patients for IL-18 24 . Henceforth, both of these markers can be considered as good markers for the progression of diabetic nephropathy as previously reported 25 . TNF-α and IL-6 are two major pro-inflammatory cytokines that stimulate the acute phase response by triggering the production of other proteins such as CRP and α-1-acid glycoprotein (AGA) 26 . Both TNF-α and IL-6 had good diagnostic value for patients with macroalbuminuria but sufficient diagnostic accuracy for patients with microalbuminuria. In this study, IL-18, TNF-α and IL-6 had positive correlation with the degree of diabetes control and is similar to what had been observed in other studies [24] [25] [26] . On the other hand, Interleukin 1-α did not have any diagnostic value for patients with microalbuminuria but had only sufficient diagnostic value for marcoalbuminuria cases.
Adipokines including resistin and adiponectin are thought to have a deleterious effect on glomeruli and kidney functions through its pro-inflammatory effect 27 . In this study, resistin shows a good diagnostic value in micaroalbumiuria patients but sufficient value in microalbuminuria patients but with better values than adiponectin. The positive association between resistin and ACR in the current study was also observed among black and non-Hispanic diabetic patients 28 .
Adhesion molecules tested as biomarkers in this study included; VCAM-1, ICAM-1 and selectins. All these markers did not demonstrate any diagnostic value for both microalbuminuria and macroalbuminuria cases, except for VCAM-1 which had sufficient diagnostic value for cases with macroalbuminuria which was in accordance with the findings of Clausen et al. among type 1 diabetic patients, wherein the plasma level of VCAM-1 was elevated only in patients with overt diabetic nephropathy, but not the microalbuminuria patients 29 .
On the contrary, Plasma YKL-40 which is an endothelial dysfunction marker, has shown good diagnostic value only among patients with marcoalbuminuria and it had significant positive correlation with HbA1c, triglycerides and SBP but not with glycemic markers, or lipid markers as reported earlier 30 . The rest of the studied markers in this study did not demonstrate any diagnostic value for both microalbuminuria and macralbuminuria cases.
The current study is limited by being a cross-sectional study design which only provides the basis for associations and not causality. Another limitation of the current study was non adjustment for hypertension and hyperlipidaemia as confounding factors, however, such adjustment is difficult since diabetic nephropathy would predispose for hypertension and hyperlipidaemia. On the other hand, this study draws its strength from assessing the diagnostic values of a large number of various biomarkers in different stages of diabetic nephropathy.
It is concluded from this study that urinary transferrin, urinary RBP and serum osteopontin had the best diagnostic value and needs to be further investigated with longitudinal prospective studies to evaluate the predictive power of these markers for diabetic nephropathy before any structural damage occurs. Interleukin-18 and cystatin C had very good diagnostic value, especially for cases with marcoalbuminuria, while resistin, NGAL, YKL-40, TNF-α and interleukin-6 had comparatively less discriminative power. VCAM-, IL-1α and adiponectin had sufficient diagnostic value for marcoalbuminuria cases. The rest of the markers did not have any diagnostic value.
Methods
Study design and setting. This is a cross-sectional hospital based study. Saudi type 2 diabetic patients aged between 35 to 70 years with diabetes duration of more than or equal 10 years were recruited from five general hospitals in Riyadh, according to the American Diabetes Association (ADA) criteria 31 in a convenience series manner during the period from April 1 st 2014 till June 18 th 2015. Out of 6560 screened diabetic patients, only 1166 patients were eligible to participate in this study according to the abovementioned inclusion criteria, while those excluded were current smokers, pregnant, suffering from other causes of renal impairment or having ESRD. Out of the total eligible patients, 217 patients declined to participate and 482 patients did not attend blood and urine sampling visits. As a result, 467 patients were recruited for this study as shown in Fig. 2 .
Case identification. Patients were categorized into three groups depending on their urinary albumin excretion, evaluated as albumin/creatinine ratio (ACR) (mg/g creatinine). The first group included 200 diabetic patients withnormal albumin excretion (ACR <30 mg/g), while the second group consisted of 184 microalbuminuria patients (ACR between 30-299 mg/g), and the third group included 83 marcoalbuminuria cases (ACR ≥300 mg/g). Patients in both second and third groups were considered as patients with diabetic nephropathy. All the cases had eGFR >30 ml/min 1.73 m 2 body surface area. 32 . Patients were asked to provide two blood samples each for plasma and for serum extraction. Patients were also requested to provide fresh 10cc urine sample and these samples were immediately transferred to the central laboratory at the strategic center for diabetes research.
Most of the serum biomarkers were analyzed using biochip assay methodology with three arrays were performed; Metabolic Syndrome Array I (C-peptide, Insulin, Interleukin-1 alpha (IL-1α) Interleukin-6 (IL-6), Leptin, plasminogen Activator Inhibitor-1 (PAI-1), Tumor necrosis factor alpha (TNF-α) and Resistin), Metabolic syndrome array II (Adiponectin, C-Reactive Protein (CRP) and Cystatin C) and adhesion molecules array (Intercellular Adhesion Molecule-1 (ICAM-1) and Vascular Cell Adhesion Molecule-1 (VCAM-1) and E-Selectin, L-Selectin, P-Selectin). Serum Monocyte chemoattractant protein-1 (MCP-1), Osteopontin IL-18, Fetuin-A and plasma Human chitinase 3-like 1 (YKL-40) were not available in biochip array, therefore they were measured by enzyme-linked immunosorbent assay (ELISA) based Kit (Abcam, Cambridge, USA and R&D Kits UK).
The three urine biomarkers including urinary Transferrin, Retinol binding protein (RBP) and Lipocalin-2 (NGAL) levels were measured with enzyme-linked immunosorbent assay (ELISA) using commercially available standard kits (Abcam, Cambridge, USA).
Statistical analysis. Data were analyzed using SPSS statistical package version 21. Continuous variables were expressed as mean ± standard deviation, and categorical variables were expressed as percentages. t-test was used for continuous variables and chi square test for categorical variables. The distribution of variables was assessed by examining the frequency histograms and the normal plots, and by using the Shapiro-Wilk test. Box plot was used as a visually -summarize tool and to compare the distributions of data for different groups. Sensitivity, specificity, and area under the curve (AUC) were calculated as measures of diagnostic accuracy. Receiver operating characteristic (ROC) curves were used to calculate the area under the curve (AUC). A perfect test has an area under the ROC curve of 1.0 and a faulty test has a value of ≤0.5. The Pearson correlation coefficient (r) was used to measure the strength and direction of a linear relationship between the 22 nephro-biomarkers and the studied patients' parameters. The value of r is always between +1 and −1. The closer the correlation to 1, the stronger will be the relationship. A correlation of 0.0 indicates the absence of a relationship. A p-value of less than 0.05 was used as a level of significance.
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